5-iodoacetamidofluorescein
(5-IAF was subsequently collected by centrifugation at 100,000 X g for 2 hr. The pellet was resuspended in 0.5-1.0 ml Buffer A at Figure   2 . DEAE-cellulose ion exchange chromatography of actin treated with NEM prior to 5-IAF labeling. The total amount of actin is the same as that in Figure  1 . Therefore, the peak heights can be directly compared.
30
Fraction Number Figure  7A) . In contrast, the lissamine rhodamine B fluorescence remained uniform ( Figure   7B ). 
Bond Stability and Site of Reaction

Fluorescence
Properties of5-AF-actin
The fluorescence spectra and peak fluorescence intensities of 5-AF-actin were studied in the monomeric, polymeric, and Figure  8 . Fluorescence spectra of monomeric (-) and polymerized ( ---) 5-AF-actin. The spectra are normalized to the same peak height. The peaks of spectra for G-actin are located at 498 and 5 19 nm; and for F-actin at 499and 521 nm. Interestingly, the shoulders diminished and the shapes of the spectra of acto-HMM were more similar to those of G-actin ( Figure  9 ).
The peak fluorescence intensities were also affected by the state of actin. At pH 7.0, F-actin had a peak intensity about 20% lower than that of G-actin, while acto-HMM was about 40% more fluorescent than G-actin ( Figure  10) . The inten- to observe actin-containing fibrils in the cell-free extract ( Figure  7C ), but also makes it possible to follow the formation 
